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(57) This invention aims at improving stability of 
drugs which have poor stability in aqueous solution, and 
the stability of such drugs are improved by incorporating 
the drugs in liposomes which have a sphingolipid as the 
main component of the liposomal membrane-constitut- 
ing lipids. 
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.Description 



TECHNICAL FIELD 



[0001] This invention relates to liposomes and a dispersion of the liposomes. The object of this invention is io improve 
stability of drugs which have poor stability in their aqueous solution, by incorporating them .n Uposomes contammg a 
sphingoid as the main component of the liposomal membrane-constituting lipids. 

RACKGROUND ART 

[0002] In order to exert therapeutic effect of a drug by supplying it to the clinical field stably, it is necessary that phar- 
maceutical preparations containing the drug are stable over a prolonged period of time. Particu arly. in the case of pros- 
tanoid drugs, their stability in aqueous solution is extremely low excluding some compounds thereof so that they are 
made into freeze^ried preparations which are dissolved prior to use as injections (Pharmaaa, vol. 23. no. 12. p. 1237 

ioOOS?' On the other hand, with the progress in the techniques on drug delivery system in recent years, a pharmaceu- 
tical preparation in the form of suspension in which prostaglandin E, is dissolved in lipid microspheres, which , ,s an oH- 
in Jlertype emulsion preparation prepared by emulsifying soybean oil with a phosphol.p.d. has been developed, but 
its stability is not sufficient (Pharmaceutical Research, vol. 5, no. 8, p. 482 (1988)). 

[0004] As an example of efforts to stabilize prostaglandin E, making use of l.posomes composed of lipid b.layer, there 
s a freeze^Jried liposome preparation which has dimyristoyl phosphatidylcholine as the mam component and contains 
arachidonic acid metabolites and the like as the active ingredient (JP-A-61 -100518. the term "JP-A" as used herem 
means an "unexamined published Japanese patent application"), but. though this is a freeze drying type preparation, it 
cannot be said that suff icient stability was obtained. 

[0005] Though there are methods developed with the aim of improving uptake ratio of f^^^TS^ 
of pharmaceutical preparations by providing a pH gradient inside the lipid bilayer (JP-A-4-297413 and JP-A-4-338322). 
they have a problem in terms of practical use because of complex handling. „ 
[0006] Freeze-dried liposomes containing prostaglandin have been reported (JP-W-6-50741 7. the term JP-W as 
used herein means an "unexamined published International Japanese patent application"), but it merely uses egg yolk 
lecithin in Examples as a liposome-constituting lipid. Also, with regard to the pH of the liposome preparation, it 
describes that the pH values inside and outside of the membrane are the same but preferably about less than 5.0. How- 
ever, in spite of the freeze-dried state, the stability of prostaglandin is only one year even under a low temperature (6 C) 
storage in a refrigerator, so that it cannot be said that the stability is sufficient. 

[0007] The object of the present invention is to provide liposomes and a liposomal dispersion in which stabHity of 
drugs which have poor stability in their aqueous solution is improved. 

DISCLOSURE OF THE INVENTION 

[0008] As a result of extensive investigation to resolve the aforementioned problems, the present inventors have found 
that the stability of drugs which have poor stability in their aqueous solution becomes markedly excellent when they are 

incorporated in liposomes prepared using a specified lipid. 

[0009] That is, it was found that the stability of drugs which have poor stability in the.r aqueous solutron becomes 
markedly excellent when they are incorporated in liposomes prepared using a sphingolipid as the specif .ed lipid. 
[001 0] Accordingly, the present invention relates to the following items (A) to (Q). 

(A) A liposomal preparation in which a drug is incorporated in liposomes comprised of a sphingolipid as the main 
component of the membrane-constituting lipids. 

(B) The liposomal preparation according to the above item (A) wherein the sphingolipid is a sph.ngophospholipid. 
C) The liposomal preparation according to the above item (A) wherein the sphingophospholipid is sphingomyelin. 
D A liposomal dispersion in which the liposomes of any one of the aforementioned items (A) to (C) are dispersed. 

(E) The liposomal dispersion according to the above item (D) wherein dispersion medium of the dispersion is an 

aqueous solvent. , . . , „ . ,. _ 

(F) The liposomal dispersion according to the above item (E) wherein the aqueous solvent is a buffer solution 
G) The liposomal dispersion according to the above item (F) wherein the buffer solution is a citrate buffer. 

(H) The liposomal dispersion according to the above item (Q) wherein concentration of the citrate buffer is from 0.05 

(I) ThlliSsTmS dispersion according to any one of the aforementioned items (D) to (H) wherein concentration of 
the sphingolipid is 10 mM or more. 
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(J) The liposomal dispersion according to the above item (I) wherein concentration of the sphingolipid is from 10 to 
40 mM. 

(K) The liposomal dispersion according to any one of the aforementioned items (D) to (J) wherein pH of the disper- 

(IpE^^ according to any one of the aforementioned items (D) to (K) wherein it can be pre- 

served under dispersed state, dried state or frozen state. 

(M) The liposomal preparation or liposomal dispersion according to any one of the aforementioned items (A) to (L) 
wherein the drug is a drug which has poor stability in its aqueous solution. 

(N) The liposomal preparation or liposomal dispersion according to any one of the aforementioned items (A) to (L) 
wherein the drug is an arachidonic acid metabolite or a derivative thereof. 

(O) The liposomal preparation or liposomal dispersion according to any one of the aforementioned items (A) to (L) 
wherein the drug is a prostaglandin. 

(P) The liposomal preparation or liposomal dispersion according to the above item (O) wherein the prostaglandin 
is prostaglandin E v 

(Q) A liposomal dispersion prepared by dispersing liposomes which are comprised of sphingomyelin as the mam 
component of the membrane-constituting lipids and incorporate prostaglandin therein, wherein concentration of 
sphingomyelin is from 10 to 40 mM, the dispersion medium is a citrate buffer of from 0.05 to 0.2% by weight, the 
pH is from 5 to 7 and mean particle size of the liposomes is from 100 to 250 nm. 

20 [001 1 ] The present invention is described in the following. 

[001 2] According to the present invention, the term liposomes in which a drug is incorporated" means liposomes in 
which a drug is incorporated in the inside and/or on the surface of the lipid bilayer of the liposomes. 
[0013] The sphingolipid as the main component of the liposomal membrane-constituting lipids according to the 
present invention is a lipid which has sphingosine as the nucleus of its structure and can be divided roughly into sph.n- 

25 gophospholipids and sphingoglycolipids. According to the present invention, its kinds and origins are not particularly 
limited with the proviso that it can form liposomes. 

[001 4] The liposomes of the present invention may be produced using a sphingophospholipid alone, a sphmgoglycol- 
ipid alone or a mixture of the sphingophospholipid and sphingoglycolipid, as the main component of the constituting lip- 
ids of the membrane. In producing the liposomes, cholesterol, cholestanol and the like sterols may be added as 

30 liposomal membrane stabilizing agent, and a-tocopherol or the like as an antioxidant. 

[0015] According to the present invention, a sphingophospholipid is desirable among sphingolipid as the liposomal 
membrane-constituting lipid. Examples of the sphingophospholipid include sphingomyelin, ceramide phosphoryleth- 
anolamine, ceramide phosphorylglycerol. ceramide phosphorylglycerol phosphate, 1 ,2-dimyristoylamido-1 ,2-deoxy- 
phoaphatidylcholine and the like, of which sphingomyelin is preferred. The origin of sphingomyelin, though not 

35 particularly limited, include bovine brain, egg yolk, microorganisms and the like. 

[0016] The dispersion medium of the liposomal dispersion of the present invention should not particularly be limited, 
with the proviso that it is an aqueous solvent, and its examples include water, various buffer solutions, various sugar 
solutions, water-soluble organic solvents and the like. These aqueous solvents may be used as a mixture thereof. 
Examples of the buffer solution include citrate buffer, phosphate buffer, acetate buffer, lactate buffer and the like, of 

40 which citrate buffer is preferred. 

[001 7] The buffer solution can be prepared by adding a buffering agent to water. The buffering agent should not par- 
ticularly be limited, with the proviso that it can adjust pH, and its examples include citric acid, phosphoric acid, acetic 
acid lactic acid and the like, of which citric acid is preferred. Also, though it should not be limited particularly, concen- 
tration of the buffering agent may be preferably 0.05% by weight or more, more preferably from 0.05 to 0.2% by weight. 

45 [001 8] As the sugar solution, solutions of maltose, lactose, galactose, sucrose and the like saccharides can be exem- 
plified. 

[0019] As the water-soluble organic solvent, glycerol, propylene glycol, polyethylene glycol and the like polyhydr.c 
alcohols can be exemplified. 

[0020] The dispersion of liposomes of the present invention has high drug retaining ratio and shows markedly excel- 
so lent storage stability of the drugs incorporated in the liposomes. The term concentration of sphingolipid in the liposomal 
dispersion of the present invention means a concentration as the membrane-constituting component of the liposomes, 
and such a concentration should not particularly be limited but is preferably 10 mM or more, more preferably within the 
range of from 10 to 40 mM, when the dispersion is preserved as such. 

[0021] The liposomal dispersion of the present invention can be stored by various methods. That is, the dispersion 
55 can be preserved as such or by freezing it. Alternatively, the dispersion may be preserved by further freeze-drying or 
spray-drying it. When the liposomal dispersion is stored in its freeze-dried or spray-<iried form, the concentration of 
sphingomyelin may be adjusted to 10 mM or less. 

[0022] With regard to the pH of the liposomal dispersion of the present invention, it is desirable that the pH value is 
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• • 

•within the range of from 5 to 7. 

[0023] When the dispersion is preserved as it is, a liposomal dispersion adjusted to pH 5 to 6 may be prepared or, 
when the liposomal dispersion is preserved by freezing it, a liposomal dispersion adjusted to pH 5 to 6 may be prepared 
and then frozen. Also, when the liposomal dispersion is preserved by freeze-drying or spray^rying it, a liposomal dis- 
persion adjusted to pH 6 to 7 may be prepared and then freeze^Jried or spray-dried. 

[0024] The liposomes and liposomal dispersion of the present invention can be prepared using a sphmgolpd in 
accordance with the known method (Annual Review of Biophysics and Bioengineering, vol. 9, p. 467, 1980). 
[0025] In producing the liposomes, cholesterol, cholestanol and the like sterols may be added as membrane stabiliz- 
ing agent, and a-tocopherol and the like as antioxidants. 

[0026] The liposomes which have a sphingolipid as the main component of the liposomal membrane-constituting hp- 
ids and contain a drug of interest, and a dispersion of the liposomes, may be produced by dissolving the drug in an 
organic solvent together with the lipid component, making the mixture dried, and then mixing it with the aqueous solvent 
to make a dispersion of liposomes, or by adding an aqueous solution of the drug to a dried lipid film of the lipid compo- 
nent prepared in advance, allowing the mixture to stand for a predetermined period of time, preferably by heating it 
above the phase transition temperature (Tc) of the membrane, and then cooling it spontaneously. 
[0027] Mean particle size of the liposomes of the present invention should not particularly be limited but is preferably 
from 20 to 500 nm, more preferably from 100 to 250 nm. Liposomes having such a particle size hardly receive inactiva- 
tion in the lungs. 

[0028] The liposomes or liposomal dispersion of the present invention can be made into optional pharmaceutical 
preparations which may be either an oral administration preparation or a parenteral administration preparation. Exam- 
ples of the oral administration preparation include capsules, granules, tablets, syrups, troches, lemonades, dry syrups 
and the like, and examples of the parenteral administration preparation include injections, external preparations (for 
example, suppositories, ointments, eye ointments, plasters, poultices, eye drops, liniments, lotions and the like), inha- 
lations (aerosols) and the like. 

[0029] Formulation of these preparations can be made from a liposomal dispersion or any of dispersed, dried and 
frozen conditions of liposomes, and the condition may be selected in response to the type of each preparation. Also, 
the formulation can generally be carried out by adding appropriate additives. 

[0030] Preferred examples of the preparations of the liposomes or liposomal dispersion of the present invention are 
parenteral administration preparations of which injections are particularly preferred. 

[0031 ] In producing injections, a stabilizing agent, a tonicity agent, a pH adjusting agent and the like additives may be 
added to the liposomal dispersion of the present invention. Though it should not particularly be limited, examples of the 
stabilizing agent include ethylenediaminetetraacetic acid, tocopherol, ascorbic acid and the like. 
[0032] The tonicity agent is used for effecting isotonization with blood or body fluid, and its examples include saccha- 
rides, polyhydric alcohols, sodium chloride and the like. Also, examples of the pH adjusting agent include hydrochloric 
as acid/sodium hydroxide and the like, though should not particularly be limited thereto, provided that they are acids or 
alkalis which are harmless to the human body. 

[0033] In addition, according to the present invention, liposomes under a dried condition can be used by dissolving 
(dispersing) them at the time of their use as a matter of course when used, for example, as injections, and they may be 
in the form of a kit. 

40 [0034] The drug to be incorporated in the liposomes and liposomal dispersion of the present invention should not par- 
ticularly be limited, but it is suitable for incorporating a drug which has poor stability in its aqueous solution. Examples 
of the drug having poor stability in aqueous solution include prostaglandin (PG), thromboxane, leukotriene, 6-ketoPGE 1 
derivatives and the like arachidonic acids and derivatives thereof, interferon, interieukin, tumor necrosis factor (TNF), 
epidermal growth factor (EGF), nerve growth factor (NGF), hepatocyte growth factor (HGF), atrial natiuretic peptide 
(ANP), erythropoietin and the like physiologically active peptides, steroids and the like hormones, cytosine arabinoside, 
daunorubicin, doxoribicin, aclarubicin, 4-O-tetrahydropyranyl-adriamycin, 4-epiadriamycin, 4-demethoxydaunomycin, 
mitomycin C. bleomycin, methotrexate, camptothecin and derivatives thereof and the like carcinostatic agents, ampicil- 
lin, cefalexin, gentamicin. streptomycin, kanamycin. amikacin, amphotericin B, benzylpenicillin, piperacillin, cefalond- 
ine. cefalotin, cefazolin. cefamandole, cefotaxime, cefoxitin, cefmetazole, cefotetan and the like antibiotics, and 
so glutathione, bucladesine sodium, pyrrocaineamide hydrochloride, vitamins and the like. 

[0035] Among these drugs, arachidonic acid metabolites or derivatives thereof are suited for incorporating in lipo- 
somes, and prostaglandin is particularly desirable. 

[0036] Prostaglandin is classified into groups A to J. and each group is further classified into subgroups 1 to 3. Accord- 
ing to the present invention, prostaglandin E, especially prostaglandin E 1 is preferred. 
55 [0037] Prostaglandin E is possessed of vasodilation, hypotention, gastric secretion inhibition, gastric movement 
acceleration, uterine contraction, diuresis, bronchodilation. bone resorption, immunosuppression and the like biological 
activities. 

[0038] Prostaglandin is used for the (1) improvement of ulcers of extremities, necrosis and pain at the time of rest- 
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ing in'chronic arterial obstruction (Buerger disease, chronic arteriosclerosis) (2) improvement ot ski n ulcers in i progres- 
sive systemic sclerosis, systemic lupus erythematosus and diabetes mellrtus. (3) improvement of vision disorders 
causS by peripheral circulation interruption in health hazard due to vibration and recovery of peripheral circulation, 
nervous anS motor function disorders. (4) patency of arterial ducts in arterial duct dependent congenrtal heart d,sease. 
and (5) treatment of apareunia. . 
[0039] Next, the present invention is described with reference to inventive, reference and test examples, hut the inven- 
tion is not restricted by them. 

RFST MODE OF CARRYING ni IT THE INVENTION 
FXAMPLES 

Inventive Example 1 . Preparation of prostaglandin E r incorporating sphingomyelin liposomal dispersion 

[0040] Sphingomyelin in the amount shown in Formulation Example 1 was put into a glass container and f irstly dis- 
solved in chloroform. Next, prostaglandin E, (PGE,) was dissolved in methanol, a portion of the solution equivalent to 
1 mg of PGEi was put into the glass container and then the organic solvents were evaporated under a reduced pres- 
sure Next the aqueous solvent shown in Formulation Example 1 was added thereto, and the mixture was heated at 
about 60°C to effect enough hydration and then stirred using a vortex mixer to obtain a crude l.posomal dispersion. 
Thereafter the crude liposomal dispersion was extruded through a polycarbonate membrane filter having a pore size 
of 0.2 urn under a high pressure, thereby obtaining a liposomal dispersion. In the same manner, l.posomal disperses 
of Formulation Examples 2 to 1 1 were prepared. 



Formulation Example 1 


PGE 1 


10 mg 


Bovine brain sphingomyelin 


0.8 g 


(10 mM as lipid concentration) 




Glycerol 


2.6 g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 



Formulation Example 2 


PGEi 


10 mg 


Bovine brain sphingomyelin (10 mM as lipid concentration) 


0.8 g 


Sucrose 


8.45 g 


Glycerol 


0.3 g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 
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Formulation Example 3 


5 " 


PGEt 


10 mg 




Bovine brain sphingomyelin (10 mM as lipid concentration) 


0.8 g 






10 g 




Lactose 


10 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 




Purified water (total volume) 


100 ml 
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Formulation Example 4 


PGE-, 


10 mg 


Bovine brain sphingomyelin (20 mM as lipid concentration) 


16g 


Sucrose 


10g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 



Formulation Example 5 


PGE 1 


10 mg 


Egg yolk sphingomyelin (10 mM as lipid concentration) 


0.8 g 


Sucrose 


10 g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


J Purified water (total volume) 


100 ml 



so 



Formulation Example 6 


PGE-j 


10 mg 


Egg yolk sphingomyelin (10 mM as lipid concentration) 


0.8 g 


Sucrose 


10g 


Citric acid 


0.05 g 
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(continued) 



Formulation Example 6 


1 N Sodium hydroxide 
Purified water (total volume) 


proper amount (to adjust to pH 5.0) 

100 ml 



Formulation Example 7 


PGE-j 

Egg yolk sphingomyelin (1 mM as lipid concentration) 

Sucrose 

Citric acid 

1 N Sodium hydroxide 
Purified water (total volume) 


10 mg 
0.08 g 

10 g 
0.05 g 

proper amount (to adjust to pH 7.0) 

100 ml 



Formulation Example 8 


PGEi 


10 mg 


Egg yolk sphingomyelin 


0.064 g 


Cholesterol (1 mM as lipid concentration) 


0.016 g 


Sucrose 


10g 


Citric acid 


0.05 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 



45 


Formulation Example 9 




PGE 1 


10 mg 




Egg yolk sphingomyelin (0.01 mM as lipid concentration) 


0.008 g 




Sucrose 


I0g 


50 


Citric acid 


0.05 g 




1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 




Purified water (total volume) 


100 ml 



55 
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Formulation Example 10 


PGE! 


10 mg 


Egg yolk sphingomyelin (0.001 mM as lipid concentration) 


0.0008 g 


Sucrose 


10 g 


Citric acid 


0.05 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 



Formulation Example 1 1 


PGE! 


10 mg 


Egg yolk sphingomyelin (10 mM as lipid concentration) 


0.8g 


Glycerol 


2.62 g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 



REFERENCE EXAMPLES 

Reference Example 1 . Preparation of prostaglandin E r incorporating dipalmitoyl phosphatidylcholine or dimyristoyl 
phosphatidylcholine liposomal dispersion 

[0041] The liposomal dispersions of Control Examples 1 to 8 were prepared in the same manner as described in 
Inventive Example 1, except that sphingomyelin was replaced by dipalmitoyl phosphatidylcholine or dimyristoyl phos- 
phatidylcholine. 



Control Example 1 


PGE 1 


10 mg 


Dipalmitoyl phosphatidylcholine (20 mM as lipid concentration) 


1.5 g 


Sucrose 


10g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 
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Control Example 2 


PGEt 


10 mg 


Dipalmitoyl phosphatidylcholine (10 mM as lipid concentration) 


0.73 g 


Sucrose 


10g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 



Control Example 3 


PGE 1 


10 mg 


Dipalmitoyl phosphatidylcholine (5 mM as lipid concentration) 


0.37 g 


Sucrose 


I0g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 



Control Example 4 


PGE-, 


10 mg 


Dipalmitoyl phosphatidylcholine (1 mM as lipid concentration) 


0.073 g 


Sucrose 


10g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 5.0) 


Purified water (total volume) 


100 ml 



Control Example 5 


PGE, 


10 mg 


Dimyristoyi phosphatidylcholine (20 mM as lipid concentration) 


1.4 g 


Sucrose 


10g 


Citric acid 


0.2 g 
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(continued) 



Control Example 5 


1 N Sodium hydroxide 
Purified water (total volume) 


proper amount (to adjust to pH 5.0) 

100 m! 



Control Example 6 


PGE-i 


10 mg 


Dipalmitoyl phosphatidylcholine (20 mM as lipid concentration) 


1.5 g 


Sucrose 


10g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 4.0) 


Purified water (total volume) 


100 ml 



Control Example 7 


PGE-i 


10 mg 


Dipalmitoyl phosphatidylcholine (20 mM as lipid concentration) 


1.5g 


Sucrose 


10g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 6.0) 


Purified water (total volume) 


100 ml 



Control Example 8 


PGE 1 


. 10mg 


Dipalmitoyl phosphatidylcholine (20 mM as lipid concentration) 


1.5 g 


Sucrose 


10g 


Citric acid 


0.2 g 


1 N Sodium hydroxide 


proper amount (to adjust to pH 7.0) 


Purified water (total volume) 


100 ml 



Test Example 1 . Stability test 

[0042] Each of the liposomal dispersions prepared in Inventive Example 1 was stored at 40°C for 1 month (except for 
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the Control Example 8 dispersion which was stored at 40°C for 2 weeks), at -20°C of freezing for 3 months or at 50°C 
for 2 weeks after freeze-drying the prepared liposomal dispersion. After the preservation, determination of prostaglan- 
din E 1 was carried out by the method shown in the following. 

5 1-1. Determination of prostaglandin E t 

[0043] Extraction of prostaglandin E 1 from the liposomal dispersion was carried out in the following manner. A 1 ml 
portion of each of the liposomal dispersions containing prostaglandin E 1 was mixed with 1 ml of tetrahydrofuran and 
stirred and then further mixed with 2 ml of the elution solution for liquid chromatography use shown in the following and 
w thoroughly stirred. This was centrifuged (5°C, 3,500 rpm, 15 minutes) to recover the supernatant to be used in the 
determination. The determination was carried out by a high performance liquid chromatography. 

Separation determination conditions 

is [0044] 

Mobile phase: 0.002 M phosphate buffer (pH 3.0)/acetonitri!e mixture (63/37) 
Column: a column packed with octadecylsilylated silica gel 
Column temperature: 30°C 
20 Flow rate: 1 ml/min 

Sample injected: 50 jnl 
Measuring wave length: 200 nm 

1 -2. Test results 

25 

[0045] Table 1 shows results of the stability test on liposomal dispersions after their storage at 40°C for 1 month, lipo- 
somal dispersions after their storage at -20°C for 3 months and freeze-dried liposomal dispersions after their storage at 
50°C for 2 weeks. The results were expressed as the residual ratio to the initial amount (%). In this case, higher values 
indicate superior stability. 



Table 1 



35 




Preservation conditions 




Dispersion 


Freeze drying 


Freezing 




Control Ex. 1 . 


56.4 


45.3 






Control Ex. 2. 


51.8 


48.9 






Control Ex. 3. 


44.3 


52.2 




40 


Control Ex. 4. 


34.3 


69.9 






Control Ex. 5. 


54.6 


45.4 






Control Ex. 6. 


25.0 


16.3 




45 


Control Ex. 7. 


38.7 


52.6 






Control Ex. 8. 


30.1 


70.3 






Formulation Ex. 1 . 


78.9 








Formulation Ex. 2. 


76.8 






50 


Formulation Ex. 3. 


75.9 


81.5 






Formulation Ex. 4. 


74.5 


61.9 






Formulation Ex. 5. 


76.1 


83.6 




55 


Formulation Ex. 6. 


80.4 


81.5 






Formulation Ex. 7. 




87.8 






Formulation Ex. 8. 




90.5 
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Table 1 (continued) 





Preservation conditions 




Dispersion 


Freeze drying 


Freezing 


Formulation Ex. 9. 
Formulation Ex. 10. 
Formulation Ex. 11. 




89.7 
90.0 


100.0 



10 

[0046] When the dispersions were preserved as such, stability of prostaglandin was excellent with a lipid concen- 
tration of 10 mM or more judging from the results of Control Examples 1 to 5. Also, in comparison with dipalmitoyl phos- 
phatidylcholine and dimyristoyl phosphatidylcholine, the liposomal dispersions having sphingomyelin as the main 
component of the membrane-constituting lipids showed far superior stability. 
75 [0047] When the dispersions were preserved under freeze-dried condition, stability of prostaglandin Ej was excellent 
with a lipid concentration of 1 0 mM or less judging from the results of Control Examples 1 to 4. Also, in comparison with 
dipalmitoyl phosphatidylcholine and dimyristoyl phosphatidylcholine, the liposomal dispersions having sphingomyelin 
as the main component of the membrane-constituting lipids showed far superior stability. 

[0048] On the basis of these results, it was found that the stability of drugs having poor stability in aqueous solution 
20 is improved when they are incorporated in liposomes whose main membrane-constituting lipid component is a sphin- 
golipid which has sphingosine as the nucleus in its structure. Test Example 2. Encapsulation efficiency of prostaglandin 
E 1 in liposomes. 

[0049] The prostaglandin E 1 -incorporating liposomal dispersion described in Formulation Example 1 of Inventive 
Example 1 was diluted with phosphate-buffered saline (PBS) and then subjected to centrifugation (100,000 g, 1 hour, 
25 4°C, centrifuge L8-M manufactured by Beckman). Encapsulation efficiency of prostaglandin E 1 in liposomes was calcu- 
lated by determining prostaglandin E 1 in the resulting pellet by HPLC. As the result, the encapsulation efficiency was 
found to be 98.2%. 

[0050] Based on this result, it was found that liposomes having sphingolipid as the main component of the membrane- 
constituting lipids can incorporate drugs at a sufficiently high ratio. It was suggested that such a high encapsulation effi- 
30 ciency in liposomes contributes to the stability of drugs which have poor stability in aqueous solution. 

INDUSTRIAL APPLICABILITY 

[0051] Thus, the liposomes and liposomal dispersion of the present invention have sufficiently high encapsulation effi- 
35 ciency of drugs in liposomes and show excellent stability of drugs which have poor stability in aqueous solution. In addi- 
tion, the liposomes and liposomal dispersion of the present invention can be prepared by an easy and simple procedure 
without requiring complex handling and therefore are suited for their industrial application. 

Claims 

40 

1 . A liposomal preparation in which a drug is incorporated in liposomes comprised of a sphingolipid as the main com- 
ponent of the membrane-constituting lipids. 

2. The liposomal preparation according to claim 1 wherein the sphingolipid is a sphingophospholipid. 

45 

3. The liposomal preparation according to claim 2 wherein the sphingophospholipid is sphingomyelin. 

4. A liposomal dispersion in which the liposomes of any one of the claims 1 to 3 are dispersed. 

so 5. The liposomal dispersion according to claim 4 wherein dispersion medium of the dispersion is an aqueous solvent. 

6. The liposomal dispersion according to claim 5 wherein the aqueous solvent is a buffer solution. 

7. The liposomal dispersion according to claim 6 wherein the buffer solution is a citrate buffer. 

55 

8. The liposomal dispersion according to claim 7 wherein concentration of the citrate buffer is from 0.05 to 0.2% by 
weight. 
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9. The liposomal dispersion according to any one of the claims 4 to 8 wherein concentration of the sphingolipid is 10 
mM or more. 

10. The liposomal dispersion according to claim 9 wherein concentration of the sphingolipid is from 10 to 40 mM. 

11 . The liposomal dispersion according to any one of the claims 4 to 1 0 wherein pH of the dispersion is from 5 to 7. 

12. The liposomal dispersion according to any one of the claims 4 to 1 1 wherein it can be preserved under dispersed 
state, dried state or frozen state. 

13. The liposomal preparation or liposomal dispersion according to any one of the claims 1 to 12 wherein the drug is a 
drug which has poor stability in its aqueous solution. 

14. The liposomal preparation or liposomal dispersion according to any one of the claims 1 to 12 wherein the drug is 
75 an arachidonic acid metabolite or a derivative thereof. 

15. The liposomal preparation or liposomal dispersion according to any one of the claims 1 to 12 wherein the drug is a 
prostaglandin. 

20 1 6. The liposomal preparation or liposomal dispersion according to claim 1 5 wherein the prostaglandin is prostaglandin 



w 



17. A liposomal dispersion prepared by dispersing liposomes which are comprised of sphingomyelin as the main com- 
ponent of the membrane-constituting lipids and incorporating prostaglandin therein, wherein concentration of 
25 sphingomyelin is from 10 to 40 mM, the dispersion medium is a citrate buffer of from 0.05 to 0.2% by weight, the 
pH is from 5 to 7 and mean particle size of the liposomes is from 100 to 250 nm. 



30 



35 



40 



45 



50 



55 



13 



EP0 896 816 A1 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP97/00561 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 6 A61K9/127, A61K47/24, A61K31/557 

According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

Int. CI 6 A61K9/127, A61K47/24, A61K31/557 



Documeoiatioo searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 



| C. DOCUMENTS CONSIDERED TO BE RELEVANT 



I Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No.' 


X 


JP, 5-139977, A (The Green Cross Corp.), 
June 8, 1993 (08. 06. 93), 
Claim; paragraphs (0007) , (0008) 
(Family: none) 


1-17 


j x 


JP, 2-139029, A (Abbot Laboratories), 

May 29, 1990 (29. 05. 90), 

Claims, 4, 6, 7; Example 4 

& EP, 317803, Al & US, 4873035, A 


1-6, 13 


X 


JP, 61-225123, A (Hidetoshi Tsuchida) , 
October 6, 1986 (06. 10. 86), 
Claim; Example 1 (Family: none) 


1-6 



□ 

Further documents are listed in the continuation of Box C. [" J See patent family annex 



Special categories of cited docmneate: 

A" document defining the general state of the art which is not considered 
to be of particular relevance 

eirlier document bvt published on or after the interna Loo a I filing dale 
document which may throw doubts on priority ctaimfs) or which Is 
cited to establish the publication date of another citation or other 
special reason (as specified) 

document referring to an oral disclosure, nse, exhibition or other 
means 

document published prior to tbe international filing dale but later than 
tbe priority date claimed 



| "E' 



"T* later document published after tbe interna tional filing date or priority 
date and not in conflict with the application but cited to understand 
tbe principle or theory underlying the invention 

"X** document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

"Y" document of particular relevance; the claimed invention cannot be 
considered to involve an inventive sup when the document is 
combined with oncor more other such documents, such combination 
being obvious to a person skilled in the art 

"<fc" document member of the same patent family 



| Date of the actual completion of the international search 
May 15, 1997 (15. 05. 97) 



j Name and mailing address of the ISA/ 

Japanese Patent Office 

! Facsimile No. 

Form PCT/ISAtelO (second sheet) (July 1992) 



Date of mailing of the international search report 

May 27, 1997 (27, 05. 97) 



Authorized officer 



Telephone No. 



14 



